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Fig. S4 Differential gene expression of meristem regulators in Bowman, vrs3vrs4 and vrs3vrs5
mutants. RAMOSA-ENHANCER2 (REL2), INDETERMINATE SPIKELET1 (IDS1), VRS2 and VRS4 transcript levels in developing spikes of vrs3vrs4 and vrs3vrs5 mutants and Bowman. Bar graphs show mean normalised expression (± SD) detected by qPCR (n=3). Significant differences to Bowman indicated by *, P < 0.05; **, P < 0.01; ***, P < 0.001 (student t-test). Bw, Bowman; mne, mean normalised expression. GP, glume primordium; LP, lemma primordium; SP, stamen primordium. 
Fig. S7 Early tillering phase across Bowman and single vrs mutants (a)
Tiller number was recorded at five days after germination (dag) and repeated at two to three day intervals until 23 dag (n=10 individuals/ genotype). Plants were grown in 7 cm pots under long day glasshouse conditions. Tiller number included tillers with visible spikes as well as 'vegetative tillers' without emerged spikes. Dots represent means (SD). (b) Apex stage was determined at each time point in plants grown along side. VM, vegetative meristem; DR, double ridge; TSM, triple spikelet meristem; GP, glume primordium; LP, lemma primordium; SP, stamen primordium; AP, awn primordium; WA, white anther; GrA, green anther. Methods S1 Supplemental methods for genotyping and qPCR (1) KASP Genotyping. Each reaction contained 1 µl of 20 ng genomic DNA, 3 µl H2O, 4 µl 2x KASP master mix (LGC Genomics) and 0.11 µl allele-specific primers (LGC Genomics, listed below). Reactions were performed according to the following steps: 2 min at 20°C; 15 min at 94°C; 10 touch-down cycles of 20 sec at 94°C, 1 min at 62°C, with -0.7°C per cycle; 32 cycles of 20 s at 94°C, 1 min at 55°C, 2 min at 20°C. All assays were run on an ABI 3700
Step-One Plus Real Time PCR machine (Applied Biosystems). (2) VRS1 Genotyping. PCR amplicons (primers listed below) were purified with ExoSAP-IT™ PCR Product Cleanup Reagent (ThermoFisher Scientific) and sequenced using the BigDye Terminator version 3.1 Ready Reaction Cycle Sequencing Kit (Applied Biosystems). Samples were sequenced on an ABI3730 and trimmed sequences were analyzed with Sequencher 5.2.3 software (GeneCodes). (3) Quantitative RT-PCR (qRT-PCR). The qRT-PCR for each gene was run in three (technical and biological) replicates and expression measured using TaqMan technology (Roche). Relative expression levels were calculated using two stable expressed internal reference genes, HvACTIN2 and PROTEIN PHOSPHATASE 2 (HvPP2A). Sequences of gene-specific oligonucleotides (listed below) and probe numbers were designed using Roche Universal Probe Library Design Center website.
